Appendix
: Yeast strains used in this study
Strain
Genotype Source WT (DF5) Mat a, 112, ura3 -52 (Finley et al, 1987) 112, 15, ura3, GAL, psi+, RAD5, This study
APPENDIX FIGURE LEGENDS
Appendix Figure S1 -Rad53 is required during the S phase that precedes DNA damage bypass.
A Rad53 AID*-9myc is rapidly degraded upon addition of auxin. Pgk1 was used as loading control.
B Recovery assay upon RAD18 induction comparing WT and rad53 AID*-9myc , performed as described in Fig. 3A , but without auxin-induced degradation of Rad53 during synchronization. Error bars indicate SD derived from at least three independent experiments. C Recovery assay upon RAD18 induction comparing WT and rad53 AID*-9myc , performed as described in Fig. 3B , but without auxin-induced degradation of Rad53 at 4h. Error bars indicate SD derived from at least three independent experiments.
D Western blot analysis showing efficient degradation of Rad53
AID*-9myc upon addition of auxin 4 h after release into S phase.
E Analysis of Rad53
AID*-9myc degradation (during synchronization) and re-expression (upon auxin removal after 0 or 2 h) as described in Fig. 3C . Left: experimental scheme; right: western blot analysis of Rad53 AID*-9myc and Rnr4 protein levels, indicative of checkpoint activation. Pgk1 served as loading control.
Appendix Figure S2 -Exo1 is required for robust checkpoint activation in response to MMS-induced replication stress.
A Rad53 phosphorylation in the indicated strains, synchronized in G1, treated with MMS (0.04%) for 30 min and released into S phase. Decline of Sic1 levels is shown as a marker for G1/S transition. Pgk1 served as loading control. Cell cycle profiles are shown below the blots.
B Percentage of budded cells of the indicated strains treated as described in panel (A) (n=100).
Appendix Figure S3 -ssDNA arises within replication tracts on damaged DNA.
A-C ssDNA does not accumulate within replication tracts in response to HU treatment. DNA combing was performed on total genomic DNA isolated from control and HU-treated cells as described for 
